INTRODUCTION

MATERIAL AND METHODS
The rhizome of Gloriosa superba plant was collected from Himalaya region. The plant was identified & authenticated by botanist,, Department of Taxonomy, IIIM, Jammu. A voucher specimen is held in the institutional Herbarium. After authentification, rhizome portion was dried at room temperature until they were free from moisture & subjected to physical evaluation with different parameters. The factors which were used for evaluation are nature, odor, color, shape, size length & width, finally, rhizome portion was subjected to size reduction to get coarse powder & then passed through sieve no. 40 to get uniform powder. Then the uniform powder was subjected to st&ardization with different parameters.
Chemical required:
Growth medium (RPMI), Fetal calf serum (SIGMA), PBS (MERCK), Trypan blue, EtOH, Penicillin (SIGMA), Streptomycin (SIGMA), Trichloroacetic acid, Distilled water, Sodium Hydroxide, Tris-EDTA Buffer (Hi-Media), Sulphorhodamine (SIGMA), Tris Buffer (Hi-Media), Acetic acid (Rankem, Sodium Bicarbonat (Rankem), Mitomycin C (SIGMA), Paclitaxel (taxol) (SIGMA), 5-Flourouracil (SIGMA), Hydrochloric acid (Rankem, Isopropanol (SISCO), Tris Acetate-EDTA buffer.
Apparatus:
Tissue culture flask (NUNC), 96-well flat bottomed culture plates (NUNC) Micropipattes (Eppendorf), 1.5 ml & 0.5 ml eppendorf, centrifuse tubes (Tarsons), 15 ml centrifuse tubes (tarsons), 50 ml centrifuse tubes, sterile centrifuse tubes, Cryovials, Glass bottle to store media etc. (Schott Duran), Glass pipattes (Tarsons), Syringes (Dispo van).
Instruments:
Hemocytometer, Cryocontainers (Thermo Electron), Water bath (Genei), Filtration assembly (Millipore), Deep Freezer (Scien Temp), Mechanical shaker, Centrifuge, (Beckman), Autoclave, ELISA Reader (Tecan), Liquid Nitrogen Cylender, CO 2 gas cylinder, CO 2 gas cylinder, CO 2 gas Incubator (Hera Cell) Reagents 1) Incomplete growth medium: Prepare RPMI-1640 with 2 mML glutamine medium or MEM in double distilled water. pH is adjusted to 7.2. add Pencillin (100 unites/ml dissolved in PBS) & sterilize by filtering through 0.2 µm filters in sterile laminar flow. Store the media in refrigerator (2-8°C). 3) Phosphate Buffer Saline (PBS): dissolve 9.6 gm/Lt. in distilled water. PBS is used to prepare solutions of Penicillin & Trypsin EDTA.
4) Penicillin Solution:
Dissolve 100 units/ml or 625 µg/ml in PBS. Penicllin is mixed in RPMI Medium to avoid contamination.
5) Gentamycin Solution:
Dissolve 50 µg/ml in PBS. Gentamycin is added in the medium used in the preparation of dilutions of the test sample to avoid contamination. Because of plant extracts. 
6) Trypsin
a) Preparation of Methanol Extract
Dried plant material (50 mg) was placed in a conical flask submerged with MeOH for 24 hrs. after st&ing for 24 hrs, the percolate was collected. It was filtered & filterate was concentrated on rotatory evaporator & dried & labeled as (GS-ME). The dried extract was transferred to a tared wide mouth container.
b) Preparation of dichloromethane Extract
Dried plant material (50 g) was placed in a conical flask submereged with dichloromethane for 24 hrs. after st&ing for long time, the percolate was collected. It was filtered. Then filterate was concentrated on rotary evaporator & dried & labeled as (GS-D). the dried extract was transferred to a tarred wide mouth container.
Column Chromatography of Dichloromethane extract
Slurry formation
Dried dichloromethane extract 3.5 gram was taken. Slilica gel 60-120 mesh (3.5 gram) was added & drying at room temperature free flowing slurry. The compound was characterized as colchicines. The structure of cholchine is shown below 
Packig of the column
COMPD (GS-6)
COMPD (GS-3)
Physical state: colorless needle crystals. 
β-sitisterol-3-O-β-D-glucoside RESULTS AND DISCUSSION
On column chromatography of dichloromethane extract of Gloriosa superba overall two compounds were isolated labelled as GS-6 & GS-3 respectively. The yield of GS-6 & GS-3 was 260 mg & 30 mg. the compounds had been characterized by 1 H NMR, 13 NMR, DEPT, Mass & IR.
(1) Colchicine: structure of colchicine is given below (2) β-sitosterol structure is given below In case of β-sitosterol-3-O-β-D-glucoside acetylation was done & a monoacetate was formed which confirm the presence of hydroxyl group.
Pharmacological activities
The solvent extracts coded as GS-PE, GS-D, GS-MW, GS-6, GS-2 along with compound coded asGS-6 had been tested for antibacterial & antifungal activity. The samples had been tested against pathogens i. e. bacteria i.e. S. aureous, MRSA & P. aeruginosa & fungus i.e. C. albicans. A. fumigates, amphotericin-B had been used as a st&ard antifungal agent in this study. Ciprofloxacin was used as standard antibacterial agent & amphotericin-B was used as standard antifungal agent. Control (Vehicle) --
Route of administration of test compound:
Oral route was used for the study.
Inference
The result of the coded material GS-D revealed it to possess 45.35% anti-inflammatory activity against carrageenan induced oedema in rats at a dose of 250 mg/kg p.o. the values are highly important (P<0.05; student-Newman-Keuls test) in comparision to the vehicle control. The anti-inflammatory activity of the compound was comparable to the standard drug Ibuprofen.
Anti-Cancer Activity
Human cancer cell lines:
The cancer cell lines of different tissue origin available at IIM, Jammu for in vitro cytotoxicity testing are as follows:- 
BREAST
Maintenance of cell lines:
The cell lines should be observed daily. If medium has become turbid, it should be changed. It helps to avoid contamination. Procedure for changing the medium is:
Sub-culturing of cell lines:
Sub 
Preparation of test material:
 
Determination of cytotoxicity:
In a single 96 well plate, the cytotoxicity of sample can be determined on 2 cell lines at a time. The number of plates depends on the number of test samples.
Preparation of cell suspension for the assay:
The desired human cancer cell lines are grown in tissue culture flask at 37°C, in an atmosphere of 5% carbon di oxide & 90% relative humidity in complete growth medium to obtain enough number of cells. 
CALCULATIONS:
The viability & growth in the presence of test material is calculated as: So the content of colchicines in whole plant = 0.0570126% The spctra of HPTLC is shown in the graph, the density of compound was measured by absorbance of each compo0unds then calculated individually as given in the calculation. In the given graph summary of all compounds high pressure thin layer chromatographic revaluation is given. The compound which showed best result may be used in daily routine life.
Figure 12: HPTLC Images
In the given diagram the high pressure thin layered chromatographic images of each compound is given to compare the each isolated compounds.
ACKNOWLEDGEMENT
Authors are grateful to Dr R K Jat Director-cum-Principal, Shri Jagdishprasad Jhabarmal Tibrewal University, Jhunjhunu for providing necessary help.
